Virulent (plasmid-associated) strains of Yersinia enterocolitica grown on RPMI 1640 agar (RPMI-1640 medium [Flow Laboratories] with 40 mM HEPES and 1.5% [wt/vol] purified agar [Difco]) dissociated into small and large colonies. The autoagglutination test (a marker of virulence) is regularly positive with small colonies and negative with large colonies. Avirulent Y. enterocolitica strains gave only large colonies on RPMI 1640 agar.
Autoagglutination of virulent yersiniae in tissue-culture media (6) has been found to be correlated with plasmid-associated virulence (7, 8, 12) . The autoagglutination test of Laird and Cavanaugh (6), done in liquid tissue culture medium at 26 and 36°C, is used to identify virulent strains.
However, virulent Yersinia strains dissociate into virulent and avirulent clones after cultivation. Such dissociation is associated with the loss of a 42-or 47-megadalton (Mdal) plasmid, an event which is favored by subculturing at 370C (1, 3, 4, 6, 9, 10, 12) . Consequently, the autoagglutination test at both 26 and 36°C must be done from the same colony. Detection and enumeration of virulent and avirulent clones thus can become highly tedious.
The purpose of this note is to describe a simple method for the screening and enumeration of virulent (plasmid-associated) and aviru- The autoagglutination test of Laird and Cavanaugh (6) was done as follows: a colony was suspended in 40 ,ul of saline (NaCl, 0.9% [wt/ vol] ) and 20-,ul amounts to this suspension were added to two small tubes containing 2 ml of a liquid medium made of RPMI 1640 medium (Flow Laboratories, Puteaux, France) supplemented with 25 mM HEPES (N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid; Merck, Vitry-sur-Seine, France). For the same colony, one tube of liquid medium was incubated at 25°C and another tube at 37°C. After 24 h of incubation, strong agglutination at 37 but not at 25°C was recorded as positive (Agg+).
We studied colonial morphology on RPMI 1640 agar for each strain. This solid medium was prepared as follows: 15 g of purified agar (Difco Laboratories, Detroit, Mich.) was melted in 500 ml of distilled water and autoclaved at 120°C for 20 min. RPMI 1640 (500 ml) supplemented with 40 mM HEPES buffer was added to the melted agar kept at 55°C, mixed, and dispensed into petri dishes. Bacterial suspensions (5 x 104 CFU/ml) in saline, prepared from overnight cultures at 25°C on trypto-casein-soy agar (Institut Pasteur Production) were spread (0.1 ml per plate) on RPMI 1640 agar and on trypto-caseinsoy agar. Both media were incubated in duplicate at 25 and 37°C for 48 h.
On RPMI 1640 agar, six strains (IP2705, IP4052, IP3827, IP383, IP885, and IP846) dissociated into small and large colonies (Fig. 1A) (Fig. 1B) . factors in complex tissue culture media responsible for both autoagglutination and differential colonial morphology.
